MATERIALS AND METHODS
Cell cultures. The BT cells were derived from the testes of a 4-month Friesian calf foetus by trypsinisation at 36°C. They were used in the tests described at the 18th to 25th passages, They were grown as monolayers in stationary tubes at 35°C in Eagle's Minimum Essential Medium with 0.25% lactalbumin hydrolysate, 6.5% foetal calf serum, 0.09% sodium bicarbonate, and antibiotics (streptomycin, penicillin and amphotericin B). For maintenance the serum content was reduced to 2% and the sodium bicarbonate increased to 0.22%, and yeast extract (0.05%) was included.
" Bristol " HL cells (Peacock and Clarke, 1961) were grown as monolayers in stationary tubes at 35°C. The cells were in current use by the Bristol Public Health Laboratory for the isolation of RS virus. They were grown in Earle's Saline with 0.25% lactalbumin hydrolysate, 8 % (v/v) inactivated rabbit serum, 0.1 2% sodium bicarbonate, and antibiotics (streptomycin, polymyxin-B sulphate and nystatin). For maintenance the serum was reduced to 4% and the sodium bicarbonate increased to 0.22%. It was necessary to use different maintenance media for the two cultures, as they had not been adapted to a common maintenance medium.
Specimens. Between January and April 1973, 110 nasopharyngeal secretion samples were obtained by suction from 55 infants (23 aged 0-3 months, 18 aged 4-6 months, 11 aged 7-11 months, and three aged 13 or 14 months) admitted to hospital in Bristol with acute respiratory disease. Each sample was diluted with a small amount of phosphatebuffered saline and a portion was removed for routine virus isolation. The residue was mixed with 1 ml HL growth medium containing 10% dimethyl sulphoxide (DMSO) and stored at -60°C after rapid freezing in an alcohol bath placed in the deep-freeze. After periods ranging from 2 to 12 weeks, all the aspirates were thawed rapidly in a waterbath at 37°C and 0.2-ml amounts were inoculated simultaneously into tubes of HL and BT cells. The medium was changed next day and thereafter twice a week and the cultures were examined daily for 28 days for a cytopathic effect (CPE). RS virus isolates were identified by the indirect imrnunofluorescence technique.
Ten of the specimens caused contamination in one or other cell culture. Only 82 of the remaining 100 specimens were tested fully in HL cells before freezing.
RESULTS
The BT cells grew readily producing monolayers of mixed fibroblastic and epithelioid cells. Because of very rapid multiplication, cells from the first five passages would have been Although cough swabs and not nasopharyngeal secretions were used in these earlier studies, the use of secretions would be expected to increase the isolation rate by only about 5% (Sturdy et al., 1969) . We concluded that the HL cells used in our comparison were probably of maximal sensitivity.
Although it is well known that specimens for RS isolation should preferably not be frozen (Beem et al., 1960) several workers have found that fairly good virus recovery can be achieved if the specimen is snap-frozen and held at low temperature in a protective medium wambling, 1964; Suto et al., 1965; Law and Hull, 1968) , but the results of direct comparisons have not been reported before. Our results (table 11) confirm the observations of Beem et al. (1960) .
BT cells were superior to HL cells for the isolation of RS virus from frozen nasopharyngeal secretions, as regards the number of isolates and the rate of production of CPE. There was no evidence that the additonal isolations made in BT cells differed from those in HL cells, because most of the additional isolations had also been made in HL cells before the specimens were frozen.
BT cells had several other advantages over HL cells. The cultures remained as a monolayer throughout the observation period, unlike the HL cells, which tended to overgrow and pile up. The BT cells were diploid with the typical telocentric bovine-chromosome configuration and number (2n:60), with no abnormal forms at the 38th passage. Thus BT cells are likely to maintain their sensitivity for at least this number of passages. HL cells, being heteroploid with rapid growth, sometimes develop mutants resistant to RS virus. This is illustrated by the variation in sensitivity of different lines of " Bristol " HL cells. Bovine testes can readily be obtained from abattoir foetuses or at castration of young bull calves. Variations in sensitivity to RS virus of seven such testes cultured at the Royal Veterinary College have been insignificant. In another testis culture, fibroblasts became predominant; the CPE was much more difficult to see and did not progress. Cell suspensions maintain viability at -180°C in 10% DMSO.
SUMMARY
One hundred specimens of nasopharyngeal secretion were collected from infants with acute respiratory disease and stored at -60°C before inoculation into tube cultures of bovine testis (BT) and HeLa (HL) cells. Of a total of 46 specimens which yielded respiratory syncytial virus, 45 did so in BT cells but only 32 in HL cells. The mean incubation time before a cytopathic effect was first detected was 6.5 days for BT cells and 10.6 days for HL cells.
